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Amendments to' the claims! 

This Usting of claims replaces all prior versions, aixd listings, of claims in the appUcation. 
Listing of claims: 
Claims 1-19 (cancelled). 

20 (cuirently ameiuied): A An isolated nucleic acid consisting of nucleotide sequence SEQ ID 
NO: 1 , or nucleic add sequence SEQ ID NO. 2, their complementary sequences, a fragment of SEQ 
ID NO: 2 or a sequence derived from SEQ ID NO: 2 by mutation, Im i ifti o u , deletion, and/or 
substitution of one or more bases, said derived sequence hybridizing under high stringency 
conditions with sequence SEQ ID NO: 2, wherein each of said fragment and said derived sequence 
specifically detects enterohaemorrhagic Escherichia coli (EHECs). 

21 (currently amended); An isolated nucleic acid consisting of a fi^gment of nucleotide sequence 
SEQ ID NO: 1 , or a sequence derived from SEQ ID NO: 1 by mutation, insertitjn, deletion, and/or 
substitution of one or more bases, said derived sequence hybridizing under high stringency 
conditions with sequence SEQ ID NO:l, said fragment or derived sequence containing a nucleotide 
chain of SEQ ID NO: 1 resulting from stable combination ofat least a portion of insertion sequence 
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IS91 and at least a portion of gene sequence kat?, wherein each of said fragment and said derived 
sequence specifically detects enterohaemorthagic Escherichia coli (EHECs). 

22 (previously presented): The isolated nucleic acid according to claim 21, including at least 
nucleotide chain 400 to 407 of SEQ ID NO: 1. 

23 (previously presented): The isolated nucleic acid according to claim 20, each of said firagment 
and derived sequence being a nucleotide chain of at least 8 consecutive nucleotides of SEQ ID 
NO; 2. 

24 (currently amended): The isolated nucleic acid according to claim ^ 2X selected from tiie group 
consisting of: 

SEQ ID NO: 10 : 5'-AAGGGGTTCCAAGCCGCAACTGACGA-3' 

SEQ ID NO: 11 : 5'-TAAGGGGTTCCAAGCCGCAACTGACG-3' 10 

SEQ ID NO: 12 : 5'-CTCAACGGCATCGTCAGTTGCGGCTTGGAAC-3' 

SEQDDNO: 13 : S'-AGCACTCAACGGCATCGTCAGTTGCGGCTTG-3' 

SEQ ID NO: 1 8 : S'-GGCATCGTCAGTTG-3' 

SEQ ID NO: 19 : 5'-CGGCATCGTCAGTTGC-3' aid 

SEQ ID NO: 20 :5'-ACGGCATCGTCAGTTGCG-3' 

SEQ ID NO: 21 ■ S'^CCACCTGAiVCGATj^AGCGGAACO' 
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SEQ ID NO. 22 : J'.CACCTTCCTTCCATCCTCAGA03 ' 

GEQ ID I . fO. 23 1 S' - ATCCCAGCGGGCTCCAGCTG 3' 

SEQ ID NO. 24 . 5' - ACCCAT0ATGGCGCATGTGATG 3 ^ 

SEQ ID NO. 25 . S' ACGTTCTGGTCTTACGGGTGATGTAOGTTTT -=y 

SEQ ID NO: 20 . J'-TAGTOi\AGCGGTGACAGCATATCAGAOGGCT 3' 

SEQ ID NO: 27 : J'-GTGi\QATAQQCACAi\CAATGA ^. 

25 (currently amended): The isolated nucleic acid according to claim2^ 2fi selected from the group 
consisting of: 

SEQ ID ^JO. 10 . ii'-AAG0OQTTCCAAGCCGCjV)VCTGACOA 3 ' 

SEQIDTTO: 11 . JS'.TAA0GOOTTCCi\AGCCGCAACTGAC0 3' 10 - 

GEQIDNO: 12 ; 5'-CTCA^'VC00CATC0TCAGTTGCGGCTT00A\C » - 

SEQ ED NO: 13 ■ J'-AGCACTCAACOOCATCGTCAGTTGCGGCTTG 3' 

5EQIDI < fO. 10 : J'^GQCATCOTCAQTTO-3' 

SEQ ID NO: 19 . J' - CGOCATCOTCAGTTQC 3' 

SEQIDt^O: 20 .5'-ACG0CATCGTCAGTTGC0 3' 

SEQ ID NO: 21 : 5'-CCACCTGAACGATAAGCGGAAC-3' 

SEQ ID NO: 22 : 5'-CACCTTCCTTCCATCCTCAGAC-3' 

SEQ ID NO: 23 : 5'-ATCCCAGCGCGCTCCAGCTG-3' 

SEQ ID NO: 24 : 5'-ACCCATGATGGCGCATCTGATG-3' 
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SEQ IDNO: 25 : 5'-ACGTTCTGGTCTTACGGGTGATGTAGGTTTT-3' 
SEQ ID NO: 26 : 5'.TAGTGAAGCGGTGACAGCATATCAGACGGCT-3' and 
SEQ IDNO: 27 : 5'-GTGAGATAGGCACAACAATGA-3'. 

Claim 26 (cancelled). 

27 (previously presented): Plasmid pDF3 deposited at Collection Narionale de Cultures de 
Micro organismes under nuittber 1-1999, on 26 March 1998. 

28 (previously presented): Plasmid pDF4 deposited at Collection Nationale de Cultures de 
Microorganismes under number 1-2000, on 26 March 1998. 

29 (previously presented): A host cell comprising the plasmid according to claim 27. 

30 (previously piesented): A host cell comprising the plasmid according to claim 28. 

31 (previously presented): A method for detecting a enterohaemoirhagic Escherichia Coli (EHEC) 
in a sample, said method comprising detecting a nucleotide chain of sequence SEQ ID NO: 2 by 
contacting the sample with the isolated nucleic acid as defined in claim 23, the presence of said 
nucleotide chain being indicative of the presence of a EHEC. 

5 
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32 (previously presented); The method according to claim 31, wherein said isolated nucleic acid is 
selected from the group consisting of SEQ YD NOS: 22-27. 

33 (previously presented): The method according to claim 31, wherein said isolated nucleic acid 
fiinctions as a primer and/or a probe. 

34 (previously presented): The method according to claim 31, wherein said isolated nucleic acid is 
detectably labeled. 

35 (previously presented): The method according to claim 3 1, wherein said isolated nucleic acid is 
immobilized on a support. 

36 (previously presented): The method according to claim 3 1 , comprising the steps of: 

(a) bringing the sample into contact with a pair of oligonucleotide primers selected from the 
group consisting of SEQ ID NO: 2 1 -27, the nucleic acid contained in the sample having 
been, where appropriate, made accessible to the said primers at the target tested for. 

(b) amplifying the nucleic sequence flanked by the pair of primers, 

(c) verifying presence of the amplified product by the use of at least one probe specific for the 
amplified product. 



6 
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37 (previously presented): The melliod according to claim 36. wherein step (c) comprises the 
substeps of: 

(c,) denaturation of the ampUfied sequences by physical or chemical means, 
(ci) bringing a solution containing the denatured amplified sequences of step (Cj) into contact 
with at least one o^ture probe and at least one detection probe, optionally labeled, for a 
period of time sufficient to allow hybridization of the capture and detection probes with 
the same strand of the denatured amplified sequences, 
(C3) washing at least once in order to remove unrcacted denatured amplified sequences, 
(C4) visualization of the detection probes hybridized with the denatured amplified sequences. 

38 (previously presented): The method according to claim 37, in which the captureprobe is attached 
to the surface of a well of a microtiter plate. 

39 (previously presented): The method according to claim 37, in which the detection probe is labeled 
with peroxidase. 

40 (previously presented): The method according to claim 39, wherein detection of activity of the 
peroxidase linked to a hybridized detection probe is carried out by colorimetric reaction, in the 
presence of a chromogenic substrate, comprising the steps of: 
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- addition of the chromogenic substrate to the weUs of the microtiter plate containing the 
solution of denatured amplified sequences, 

- incubation, in the dark, for a sufBcient period of time to allow peroxidase color to develop, 

- stopping the hybridization by addition of a blocking solution, 

- determination of the optical density at an ^ropriate wavelength. 

41 (previously presented): The method according to claim 37, using the following ohgonucleotides: 

- sequences SEQ ID NO: 2 1 and SEQ ID NO: 22, as primers for the amplification, 

- sequence SEQ ID NO: 25, as capture probe, 

- sequence SEQ ID NO: 27, as detection probe. 

42 (previously presented): A method for detecting E. coli 0157:H7 in a sample, which method 
comprises detecting a nucleotide chain resulting from the stable combination of at least a portion of 
the insertion sequence im and at least a portion of the sequence of the katP gene with the aid of 
an isolated nucleic acid comprising at least eight consecutive nucleotides of the sequence SEQ ID 
NO: 1, the sequence complementary thereto, or of a sequence derived therefi-om, differing by 
mutation, insertion, deletion and/or substitiition of one or more bases and hybridizing under high 
stringency conditions wilh the sequence SEQ ID NO: 1 , the presence of said nucleotide chain being 
indicative of the presence oiE. coli 0157:H7. 
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43 (previously presented): The method according to claim 42. wherein the sequence of said isolated 
nucleic acid is selected firom the group consisting of sequence SEQ DD NO: 3 - SBQ ID NO: 20. 

44 (previously presented): The method according to claim 42, which further comprises detecting a 
nucleotide chain of sequence SEQ ID NO: 2 with the aid of a second isolated nucleic acid, the 
second isolated nucleic acid being a chain of at least eight consecutive nucleotides of SEQ ID NO: 2, . 
the presence of said nucleotide chain being indicative of the presence of a EHEC. 

45 (currently aiwended): The method according to claim 44. wherein the sequence of said second 
isolated nucleic acid is selected from the group consisting of: 

SEQ ID NO: 21 : 5'-CCACCTGAACGATAAGCGGAAC-3' 

SEQ ID NO: 22 : 5'-CACCTTCCTTCCATCCTCAGAC-3' 5 

SEQ ID NO: 23 : 5'-ATCCCAGCGCGCTCCAGCTG-3' 

SEQ ID NO: 24 : S'-ACCCATGATGGCGCATCTGATG-3' 

SEQ ID NO: 25 : 5'-ACGTTCTGGTCTTACGGGTGATGTAGGTTrT-3' 

SEQ ID NO: 26 : 5"-TAGTGAAGCGGTGACAGCATATCAGACGGCT-3' 

SEQ DD NO: 27 : 5'-GTGAGATAGGCACAACAATGA-3'. 

46 (previously presented): The method accoitling to claim 42, wherein said isolated nucleic acid is 
used as a primer and/or a probe. 
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47 (previously presented): The method according to claim 42. wherein said isolated nucleic acid is 
detectably labeled. 

48 (previously presented): The method according to claim 42, wherein said isolated nucleic acid is 
immobilized on a support. 

49 (previously presented): The method according to claim 42, comprising the steps of: 

(a) bringing the sample into contact with a pair of oligonucleotide primers selected from the 
group consisting of sequences SEQ ID NO: 3 - SEQ ID NOi 20, such that the nucleic acid 
in the sample is flanked by the pair of nucleotide primers, the nucleic acid contained in the 
sample having been, where appropriate, made accessible to the pair of oligonucleotide 
primers at tfie target tested for, 

(b) amplifying the nucleic acid sequence flanked by the pair of oligonucleotide primers to 
*. produce an amplified product, 

(c) verification of the presence of the amplified product by using at least one probe specific for 
the amplified product. 

50 (previously presented): The method according to claim 49, according to which step (c) comprises 
the following substeps: 

10 
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(c,) denaturation of the amplified product sequences into fragments by physical or chemical 
means, 

(cz) (i)bringing a solution containing the firagments of amplified product from step (c,) into 
contact with at least one capture piobe and at least one detection probe, optionally 
detectahly labeled, the capture and detection probes being capable of hybridizing with the 
same fragment strand, when present, in the fragments of amplified product, and (ii) 
maintaining the contact for a period of time sufficient to allow the hybridization reaction, 

(Cj) washing at least once in order to remove unrcacted fragments of amplified product, 

(C4) visualization of hybridized detection probes. 

5 1 (previously presented): The method according to claim 50, in which the c^ture probe is attached 
to the surface of a well of a microtiter plate. 

52 (pr^viouslypresented): The method according to claim 50, in which the detectionprobe is labeled 
with peroxidase. 

53 (previously presented): The method according to claim 52. wherein detection of peroxidase 
activity is earned out by colorimetric reaction, in the presence of a chromogenic substrate, 
comprising the steps of; 



n 
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- addition of the chromogenic substrate to the wells of the microtiter plate containing the 
solution of denatured amplified sequences, 

- incubation, in the dark, for a sufficient period of time to allow peroxidase color to develop, 

- stopping the hybridization by axidition of a blocking solution, 

- determination of the optical density at an appropriate wavelength. 

54 (previously presented): The method according to claim 50 wherein: 

- the pair of oUgonucleotide primers are sequences SEQ ID NO: 5 and SEQ ID NO: 6, 

- the capture probe is sequence SEQ ID NO: 15, 

- the detection probe is sequence SEQ ID NO: 18. 

55 (currently amended): A kit for detecting EHECs, comprising: 

- at least two oligonucleotides primers selected from the group consisting of: 
SEQ ID NO: 21 : 5'-CCACCTGAACGATAAGCGGAAC-3' 

SEQ ID NO: 22 : 5'-CACCTTCCTTCCATCCTCAGAC-3" 5 

SEQ ID NO: 23 : 5'-ATCCCAGCGCGCTCCAGCTG-3' 

SEQ ID NO: 24 : 5'-ACCCATGATGGCGCATCTGATG-3' 

SEQ ID NO: 25 : 5'-ACGTTCTGGTCTTACGGGTGATGTAGGTTTT-3' 

SEQ ID NO; 26 : 5'-TAGTGAAGCGGTGACAGCATATCAGACGGCT-3' and 

SEQ ID NO: 27 : 5'-GTGAGATAGGCACAACAATGA-3' 
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- optionaUy at least one oligonucleotide probe selected from the group consisting of: 
SEQ ID NO: 21 : 5'-CCACCTGAACGATAAGCGGAAC-3' 

SEQ ID NO: 22 : 5'-CACCTTCCTTCCATCCTCAGAC-3' 5 

SEQ ID NO: 23 : 5'-ATCCCAGCGCGCTCCAGCTG-3' 

SEQ ID NO: 24 : 5'-ACCCATGATGGCGCATCTGATG-3' 

SEQ ID NO: 25 : 5'-ACGTTCTGGTCTTACGGGTGATGTAGGTTTT-3' 

SEQ ID NO: 26 : 5'-TAGTGAAGCGGTGACAGCATATCAGACGGCT-3' and 

SEQ ID NO; 27 : 5'-GTGAGATAGGCACAACAATGA-3'. 

56 (previously presented): A kit for detecting EHECs according to claim 55, comprising: 

- two oligonucleotides of sequences SEQ ID NO: 21 and SEQ ID NO: 22, as apair of primers, 
and 

- two oligonucleotides of sequences SEQ ID NO: 25 and SEQ ID NO: 27, for detection. 

57 (previously presented): A kit for detecting E. colt 0157:H7, comprising: 

- at least two oUgonucleotide primers selected from the group consisting of sequences SEQ 
ID NO: 3 - SEQ ID NO: 20; and, optionally, 

- at least one oligonucleotide probe selected from the group consisting of sequences SEQ ID 
NO: 3 - SEQ ID NO: 20. 
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58(previouslypresente<i): Akitfordetectmg^. colidlSl :H7 according to claim 57, comprising: 

- two oligonucleotidis of sequences SEQ ID NO: 5 and SEQ ID NO: 6, as a pair of primers. 

- two oHgonucleotidi of sequences SEQ ID NO: 15 and SEQ ID NO: 18. for detection. 



59 (previously presented) 



The method of claim 40, wherein the chromogenic substrate is 



tetramethylbenzidine (TMB). 



60 (previously presented) 
tetramethylbenzidine (TMB) 



i; The method of claim 53, wherein the chromogenic substrate is 
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